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Compared to rodents, sheep offer several attractive features as an experimental model
for testing different medical and surgical interventions related to pathological gait caused
by neurological diseases and injuries. To use sheep for development of novel treatment
strategies in the field of neuroscience, it is key to establish the relevant kinematic
features of locomotion in this species. To use sheep for development of novel treatment
strategies in the field of neuroscience, it is crucial to understand fundamental baseline
characteristics of locomotion in this species. Despite their relevance for medical research,
little is known about the locomotion in the ovine model, and next to nothing about the
three-dimensional (3D) kinematics of the hindlimb. This study is the first to perform and
compare two-dimensional (2D) and 3D hindlimb kinematics of the sagittal motion during
treadmill walking in the ovinemodel. Our results show that themost significant differences
took place throughout the swing phase of the gait cycle were for the distal joints, ankle
and metatarsophalangeal joint, whereas the hip and knee joints were much less affected.
The results provide evidence of the inadequacy of a 2D approach to the computation of
joint kinematics in clinically normal sheep during treadmill walking when the interest is
centered on the hoof’s joints. The findings from the present investigation are likely to be
useful for an accurate, quantitative and objective assessment of functionally altered gait
and its underlying neuronal mechanisms and biomechanical consequences.
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INTRODUCTION
Studies on locomotor behavior in quadruped animals has been
critical for understanding walking mechanics (1). There are
numerous neurological diseases, which results in a wide-ranging
and variable presentation of gait abnormalities. Gait analysis
of animal models have been used to record joints and limb
segments in multiple neuropathological conditions. Rodents
have traditionally been considered the preferred model for
testing different interventions, such as motor rehabilitation
and regenerative treatments related to neurological diseases
and injuries of the nervous system due to cost reduction and
ease of genetic modification methods. For example, rodent
models of degenerative diseases such as Alzheimer’s disease and
Parkinson’s disease, cerebrovascular disease, traumatic injury of
the spinal cord or peripheral nervous have been developed to test
new medical and surgical treatments, and neurorehabilitation
techniques for such neurological diseases and injuries (1–6).
Although rodents have been intensively used for research,
the rate of successful translation from rodent models to clinical
applications is low and are driving scientists to pursue different
animal models. One way to mitigate the translational gap
between experimental models and people is to start with
large mammals, which includes species more closely related to
humans. Utilization of large animal models that best mimic
human diseases are required to improve treatment and prognosis
of patients (7, 8). Modeling different neurological conditions in
sheep offers several appealing features. First, similarities between
human and sheep anatomy and physiology has converted the
sheep a translatable model for investigating, for example, spinal
cord and peripheral nerve injury (9). Second, they are attractive
models for biomedical and basic biological research because of
availability and they can be kept in natural groups with very
basic housing demands. Third, they represent a less expensive
alternative. Fourth, they are placid animals and can be readily
trained for gait analysis. Fifth, the larger size of the sheep,
with body weight similar to humans, facilitating biomechanical
measurement of joint kinematics. Finally, other large mammals
such as dogs and cats, are considered non-desirable models by
society, due to their domestic relationship to humans (10).
Animal studies using the sheep as kinematic model are
scarce in the literature and only in the field of orthopedics
and spinal cord and peripheral nerve injury research (11–
14). To improve our understanding of the pathological gait
requires determination of the kinematics and biomechanics
of locomotion in clinically normal sheep. Experiments using
motorized treadmills are frequently applied in animal studies as
they display unique biomechanical features when compared to
overground walking (15, 16).
Both two-dimensional (2D) and three-dimensional (3D)
systems have been used for quadruped gait analysis (17, 18).
A considerable advantage of using a 2D kinematic approach is
the simplicity of the procedure and the associated costs which
require a single digital camera to capture the movement. This
biomechanical analysis is only precise when the angular joints
lies entirely in one plane of motion. Therefore, 2D systems
suffer from parallax error, which occurs when the animal is
in motion and is shot from different angles and perspective
error, when there is rotation of segments out of the calibrated
plane of motion (19). 3D gait analysis research has been used
to accurately measure multiplanar and dimensional kinematics
and is considered the “gold standard” in biomechanics. However,
these motion capture systems are expensive due to the use
of specialized equipment and operating staff and are not
routinely available.
In the light of reported literature, no comparisons have been
made between 2D and 3D hindlimb kinematics during treadmill
walking in the ovine model. Understanding how the 2D and 3D
motion capture analysis determine the waveform shapes of all
joints is important for the researcher in order to decide which
technique to apply for an accurate locomotion assessment. The
objective of this investigation was to compare the kinematic
output of the sagittal motion using 2D and 3D approach in
clinically normal sheep during treadmill walking and create a
template for an objective assessment of quantitative angular
change for use in different neurological diseases and injuries.
MATERIALS AND METHODS
Ovine Model
This investigation was approved by the Institutional Animal Care
and Use Committee of the University of Trás-os-Montes e Alto
Douro (IACUC Approval No. 6/2015). All procedures were
performed with the approval of the Portuguese Veterinary
Authorities, in accordance with the EU Directive 2010/63/EU
for animal experiments. Six female Portuguese Churra-da-Terra
Quente breed experimental sheep (age: ≈ 2 years; weight: ≈
40 kg). Upon delivery, all animals were examined by a large
animal veterinarian and deemed non-pregnant and free of
disease. The sheep were judged to be healthy based on complete
physical, orthopedic, and neurologic examinations. The animals
were fed a diet of hay supplemented with concentrate according
to their requirements and had free access to fresh water.
Training Procedure
Two weeks before the collection of kinematic data, sheep were
trained daily to walk consistently on a treadmill (Medium Fit
Fur Life, Surrey, United Kingdom), with a walking area of
2.0m length by 0.44m width. Each sheep was led by the same
handler, using a halter, onto the stationary treadmill belt. Sheep
were allowed to become familiarized with the treadmill and
given food rewards as positive reinforcement. The treadmill
belt was started at the slowest speed possible and then the
velocity was progressively augmented to reach a maximum
of 1.2 m/s. The desired end-result was that the sheep would
walk at a constant and comfortable walking speed on the
treadmill. The hoof trimming was done at the beginning of the
familiarization process.
Kinematic Recording
To prepare the skin for easier attachment of the markers, the
sheep’s left hindlimbs were sheared before the recording day.
Hemispherical green polystyrene markers with a diameter of
2 cm were attached to the skin by double-adhesive tape over six
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anatomic landmarks on the lateral side of the left hindlimb: the
dorsal point of the iliac crest, the greater trochanter, the estimated
joint center of the knee, the lateral malleolus, the distal end of the
metatarsal bone and distal end of the middle phalanx. The same
operator performed all marker placements to avoid experimental
error. The hindlimb joint angles were measured at the flexor side
of each joint (Figure 1).
To obtain and process the kinematic data of gait, we
used a 3D motion capture system developed internally in our
lab. This system is composed of three synchronized CMOS
cameras (PhotonFocus MV-D640C, Lachen, Switzerland) to
record the videos sequences of the movement. The cameras were
strategically placed around the left hindlimb to minimize marker
occlusion, maximize resolution and improve the accuracy of the
3D reconstruction process. The camera in the middle, which was
placed perpendicular to the direction of the movement, was used
for 2D analysis. Kinematic data were collected at a sampling
rate of 144Hz. The field of view for the cameras was calibrated
to cover 2 meters in length of the treadmill apparatus and was
able to record 10 consecutive steps (Figure 2). The images were
acquired using the software Video Savant 4 (IO Industries Inc.,
Ontario, Canada). The color image had a resolution of 640 ×
480 pixels. After recording, the videos were offline processed by
computer vision algorithms to automatically track the position
of landmarks in the image plane and reconstruct the markers 3D
trajectories. The Direct Linear Transformation algorithm (DLT)
was used to transform the image coordinates into 3D spatial
data (20).
The camera calibration and the 3D reconstruction process
followed a procedure similar to the one previously detailed (21).
We designed a new calibration object, which allowed us to
calibrate all the three cameras at the same time. The use of the
FIGURE 1 | Locations of markers relative to underlying bony landmarks used
to identify five segments of the sheep’s left hindlimb. Hemispherical markers
were attached to the skin over: the iliac crest, the greater trochanter, lateral
malleolus, distal end of the metatarsal bone, and distal end of the middle
phalanx. Angles (θ) at the hip, knee, ankle and metatarsophalangeal (MTP)
were determined from the relative orientation of the adjacent segments and
measured at the flexor side of each joint as illustrated.
calibration object ensured that the projection matrixes were all
related to the same coordinate system. This allowed all points
to be used to compute the kinematic parameters without any
need for their transformation. In order to measure the accuracy
of the 3D reconstruction process, the known 3D coordinates of
the calibration object were compared with the 3D coordinates
measured and for each point a position error was calculated.
This error was computed as the Euclidean distance between the
measured and the reconstructed 3D coordinate. We obtained a
mean absolute position error of 3.41± 2.9 mm.
Applying the DLT coefficients determined in the calibration
stage, the three-dimensional reconstruction process receives the
marker image coordinates (x, y) in each one of the cameras and
calculates the landmark world coordinates, (X, Y) in the 2D
analysis and (X, Y Z) in 3D analysis. The hindlimb segments were
defined by two landmarks and the joint angles, defined by two












B represent the dot product between 2 segment
vectors, ‖A‖ and ‖B‖ are the length of vectors, and cos(θ) is
the cosine of the angle of the joint. Joint flexion-extension angles,
at the flexor side for hip, knee, ankle, and metatarsophalangeal
(MTP) joints were measured in the sagittal plane for comparing
the 2D and 3D kinematic analysis.
A trial was considered valid if the sheep walked comfortably
in a straight line without either hesitation or running. To
correct for skin motion artifacts at the knee, two different
methodologies were used in order to adjust the coordinates of
the knee marker in the sagittal plane. For the 2D approach,
the knee position was computed indirectly by superimposing
two circles (centered on hip and ankle pivots) with a radius of
the femur and tibia length, respectively. The knee position was
determined as the intersection of the two circles. These bone
lengths were obtained from radiographic images. The animals
FIGURE 2 | Depiction of the gait laboratory set up for simultaneous 2D and
3D hindlimb gait analysis in the ovine model during treadmill walking. Three
high-speed digital cameras were strategically positioned around the left
hindlimb to minimize marker occlusion and maximize resolution.
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were anesthetized and radiographed in dorsal recumbency with
the hindlimbs outstretched using a radiographic unit (Philips
Optimus 80, Hamburg, Germany). Radiographs were taken with
a setting of 60 kVp and 15 mAs. The images were obtained using
Kodak film and were processed routinely using an automated
radiograph developer. The measurements were made to the
nearest millimeter. For the 3D biomechanical model, we applied
a slightly different approach. The two circles were replaced by
two spheres centered on the greater trochanter and the lateral
malleolus with a radius equal to the length of the femur and tibia
segments, respectively. The outer intersection points of the two
spheres forms a circle.
We presumed that the true position of the knee marker would
lie on the plane defined by the greater trochanter, the knee and
the lateral malleolus markers. From the intersection of this plane
with the circle resulting from the intersection of the two spheres,
two points are obtained. We chose as the knee marker the one
that was consistent with the direction of movement, as previously
described (Figure 3) (21).
Numerical Analysis
The marker-based angular kinematic curves were filtered using a
fourth-order Butterworth filter (cut-off frequency at 10Hz). The
gait cycle, which is the basic unit of measurement in gait analysis,
was split into two parts, the stance and the swing phases. The
stance phase was defined as the part of the gait cycle that begins
as soon as the hoof contacts the treadmill belt and ceases when
the hoof is lifted from the belt and starts its forward movement.
The swing phase was considered to begin at the onset of forward
movement and to terminate as the hoof strikes the treadmill belt.
For each stride, the duration of the stance and swing phases
was normalized. Cubic spline interpolation was applied to the
original data regarding the angular position of the pelvis, hip,
knee, ankle, and MTP joints to obtain 101 samples per gait
cycle regardless of their duration. Maximal and minimal joint
flexion-extension angles were recorded during both the stance
and swing phases of gait as well as the angles at the points of
initial hoof treadmill contact (initial contact, IC) (start of the
stance phase) and immediately when the hoof is lifted from the
treadmill (toe off, TO) (start of the swing phase). This numerical
treatment was performed with Matlab computational software
(The MathWorks Inc., Natick, MA, USA).
In addition, the following spatio-temporal data were included:
gait cycle duration, stance duration, swing duration and stride
length. The stride length of the hindlimbs was established
by the distance between the middle phalanx markers in two
consecutive steps.
Statistical Analysis
Differences in joint kinematics data collected in 2D and 3D for
each tested hindlimb joint and defined time point were tested
by paired Student’s t-test. Mean ± standard deviation (S.D.)
values for all the measured variables are reported. Preliminary
analysis of intra-trial, inter-step reliability of MTP, ankle, knee,
and hip angle measurements was performed employing the two-
way mixed model intra-class correlation coefficient (ICC) for
absolute agreement. The differences between 2D and 3D values
FIGURE 3 | Three-dimensional estimation of the knee marker. The knee
position was computed indirectly by superimposing two spheres centered on
the 3D positions of the greater trochanter (red) and the lateral malleolus (blue)
and with a radius equal to the length of the femur and tibia segments,
respectively. It was presumed that the true position of the knee marker would
lie on the plane defined by the greater trochanter, the knee and the lateral
malleolus markers. From the intersection of this plane with the circle (pink)
resulting from the intersection of the two spheres, we obtained two points. We
chose the one that was consistent with the direction of movement (For
interpretation of the references to color in this figure legend, the reader is
referred to the web version of the article).
were deemed significant at uncorrected p < 0.05. All statistical
tests were performed using IBM SPSS Statistics V22.0 software.
To ascertain the robustness of the pairwise comparisons, it
was performed a bootstrapping procedure for each of the joint
angle parameters displaying significant differences between 2D
and 3D analysis. For bootstrapping, 500 samples were drawn
from the original 2D and 3D data using replacement and next
used to perform an equal number of separate pairwise t-tests. The
bootstrapping t-test procedure gave rise to a set of p-values with
a given distribution, from which the percentage of tests having
p-values equal or above 0.05 could be derived.
RESULTS
To ensure a reliable comparison between the 2D and 3D sagittal
plane kinematics of the hindlimb joints, a total of 60 gait cycles
were obtained during treadmill locomotion from 6 clinically
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healthy sheep. Ten consecutive steps were analyzed for each
sheep without stopping, hesitating, or running.
Healthy sheep walked in the treadmill with a speed of 1.2
m/s, a gait cycle duration of 744 ± 45ms, a stance duration of
442± 31ms, a swing duration of 302± 30ms and a stride length
of 83.3± 5.6 cm.
Angular Kinematic Parameters
Figure 3 shows the average 2D and 3D joint kinematics of the
hip, knee, ankle andmetatarsophalangeal joint. Even though joint
angular motion profile is similar between the two conditions,
statistical analysis of differences in the joint angle data showed
significant differences with respect to the magnitude of a few
kinematic features (Table 1). The average hindlimb joint angle
curves indicates the stance (0–60%) and swing (60–100%) phases
of the gait cycle.
Joint angle 2D and 3D measurements of the MTP joint were
significantly different during the swing phase (Table 1). Likewise,
the minimal ankle joint angle during the swing phase and its
angle during IC also changed when measured by 2D or 3D
methods, whereas the hip and knee joint angles did not change
with the 2D or 3D setups. The hip and knee flexion/extension
angles were most consistent between the two methods, i.e. the
smallest relative effect was realized by out-of-plane motion.
However, ankle andmetatarsophalangeal joint flexion was higher
throughout the swing phase of the gait cycle. As can be seen in
Figure 4, a subtle but consistent increase in flexion was noted for
the 3D hip and metatarsophalangeal joint assessment during the
stance phase.
In the two metacarpophalangeal angles measured differently
in 2D or 3D, the percentage of t-tests with p-values equal or
above 0.05 was <5% (Figure 5), so we may confidently reject the
null hypothesis and confirm that for the metacarpophalangeal
there are significant differences in the maximum and minimum
angle amplitudes during the swing phase of the sheep gait
when measured in 2D or 3D. For the other two parameters,
the minimum ankle angle during the swing phase and the
ankle angle amplitude at the initial contact of stance, the
evidence is less strong. Although the p-values for the two ankle
angles are not uniformly distributed, as expected under the null
hypothesis (Figure 5), the percentage of p-values that were above
the significance level was beyond 5%. Therefore, for the ankle
parameters we may not decidedly claim the 2D and 3D methods
produce different outcomes.
Intra-trial, inter-step ICC values for joint angles measured
either in 2D or 3D are presented in Table 2. ICC values for angle
measurements were all above 0.75 with a largemajority being well
above 0.90.
DISCUSSION
Despite their relevance for medical research, little is known about
the locomotion in the ovine model, and next to nothing about
the 3D kinematics of the hindlimb. As previously mentioned,
this study was the first to compare joint hindlimb kinematics
in clinically healthy sheep during treadmill walking calculated
by a 2D and a 3D method. In the present study, to adequately
evaluate the 2D and 3D interventions, the kinematic parameters
were collected from the same trials (22).
The results of the reported 2D and 3D kinematic data revealed
that although similar joint angular waveforms, statistically
significant differences were detected at selected events of the
gait cycle. The present study highlights significant differences for
the metatarsophalangeal joint, and possibly also for the ankle
joint, whereas the magnitude of hip and knee joints were nearly
identical for both conditions. This finding could be the result of
transverse plane motion of the most distal joints, which could
not be accounted for in the 2D video assessment (23). Our 3D
sagittal model provides accurate data and is not subject to the
typical errors (such as parallax and perspective) that occur when
the researchers are collecting with a 2D methodology. It should
be noted that, failure to analyze both transverse and frontal plane
kinematics data limits the understanding of the joint motion in
3D. However, sagittal plane kinematics has been the focus of
motion analysis in the neuroscience field. Mostly because there
is a quantitatively large degree of motion in the sagittal plane
compared to the transverse and frontal planes.
It is reasonable to assume that different descriptions of the
kinematic data collection methodology and distinct ovine breeds
used in previously published studies, have a drastic influence on
the results among laboratories. Segment and joint kinematics
TABLE 1 | Joint angle data.
Hip (degrees) Knee (degrees) Ankle (degrees) MTP (degrees)
2D 3D 2D 3D 2D 3D 2D 3D
IC 97 ± 2.7 95 ± 11.4 140 ± 5.6 133 ± 6.1 145 ± 4.9 138 ± 6.1§ 175 ± 3.8 171 ± 5.5
STANCEmin 97 ± 2.7 95 ± 11.4 106 ± 2.7 104 ± 8.8 129 ± 3.9 131 ± 6.2 164 ± 9.0 164 ± 4.4
STANCEmax 118 ± 4.5 111 ± 13.6 140 ± 5.5 133 ± 6.0 153 ± 5.3 150 ± 7.2 179 ± 0.7 178 ± 2.8
TO 117 ± 4.7 111 ± 13.5 110 ± 2.5 105 ± 6.7 152 ± 4.7 151 ± 6.8 167 ± 4.7 174 ± 4.6
SWINGmin 95 ± 3.4 95 ± 11.0 86 ± 9.7 94 ± 9.1 115 ± 6.8 125 ± 4.8§ 144 ± 1.7 156 ± 7.4*
SWINGmax 117 ± 4.7 112 ± 13.5 135 ± 5.8 132 ± 6.2 153 ± 4.6 153 ± 5.7 174 ± 2.8 179 ± 0.3**
IC, initial contact; STANCEmin, minimal angle during stance; STANCEmax, maximal angle during stance; TO, toe-off; SWINGmin, minimal angle during swing; SWINGmax, maximal
angle during swing. Significantly different from 2D; *P < 0.05; **P < 0.01.
§Different from 2D with P < 0.05 in the initial pairwise t-test but not confirmed at this significance level by the bootstrapping procedure (see Figure 5).
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FIGURE 4 | Mean values for the joint angular positions of the hip (A), knee (B),
ankle (C) and metatarsophalangeal joint (MTP) (D), using the 2D (gray trace)
and 3D (black trace) approach. Stance and swing phases were normalized.
The stance duration was set at 60% of the gait cycle duration. The vertical
dashed line corresponds to the stance–swing transition.
calculations are influenced by marker misplacement and has
been considered to have a significant impact on joint angles
being investigated (24). In order to minimize these errors,
one experienced researcher was responsible for positioning the
markers over palpable bony landmarks. Skin movement relative
to the underlying bone is of critical relevance for animal gait
research (25, 26).
In addition, due to their quadrupedal nature, skin motion
artifacts at the knee joint is themost relevant source of error when
estimating hindlimb joint kinematics, due to a more extensive
skin attachment from the proximal hindlimb to the lateral torso
when compared to humans (27).
Our data on 3D knee joint excursion was made possible
by using radiography and applying the anatomical findings to
biomechanical principles. The knee joint should operate aligned
with the plane defined by the greater trochanter, the knee and
the lateral malleolus. We may consider the knee as a hinge joint
with 1 degree of freedom, moving from extension into full flexion
along the sagittal plane (28). Fisher et al. (29) used for the first
time in dogs a biplanar, high-frequency fluoroscopy and a 3D
optoelectric system. Despite the fact that their description of the
canine hindlimb kinematics is much more accurate, however,
the cost of equipment, the time-consuming data processing and
analysis, and the threat of prolonged radiation exposure make
these options unrealistic for the most laboratories involved in
spinal cord and peripheral nerve regeneration studies (29).
In order to make a pertinent comparison with our
investigation, we only selected the studies where the picture of
3D trajectories painted by the hindlimb joints was made during
ovine treadmill walking. Tapper et al. in 2004 were pioneers in
describing the dynamic in vivo 3D kinematics of the ovine stifle
joint (30). The flexion-extension range for knee joint along the
sagittal plane almost resembles ours. Tapper’s kinematic data on
5 adult female Suffolk-cross sheep (body weight = 77 ± 8 kg)
were recorded at 120Hz using a 4-camera 3D motion capture
system, while the animals walked on a treadmill with a velocity
of 0.89 m/s. However, the method presented by these authors is
invasive and may alter joint kinematics. Valentin et al. captured
data on 7 mature female Austrian Mountain sheep (average
weight = 72 ± 7 kg) at 120Hz using a 10-camera 3D motion
capture system, while the sheep walked (1.11–1.16 m/s) on a
treadmill (5 treadmill sessions). Their kinematic study did not
include hindlimb joints excursion, they only assessed movement
cycle duration, vertical trunk movement, stride height, stride
length and percentage of movement cycle at stance (31). Safayi
et al. quantified interlimb coordination and the kinematics of the
ankle joint. They used 18 mature (4 male and 14 female) Polypay
and Suffolk sheep (average weight = 70) that were recorded
at 100Hz using a 6-camera 3D motion capture system, while
the animals moved on a treadmill with a velocity of 1.04 m/s
(3 treadmill sessions). As in our study, the ankle joint flexion-
extension range during stance and swing was about 36 ± 6 (32).
Two years later, the same research group provided an elegant
description of the 3D kinematics of the ankle joint from 6 sheep
pre- and post-spinal cord injury, using the protocol described
above (7). Very recently, a ground-breaking description of
the ovine knee joint before and after open surgical procedure
(arthrotomy) was reported (33). These authors captured data on
20 mature female Suffolk cross sheep (average weight = 75 ±
5 kg) at 120Hz and 400Hz using a 3D motion capture system. In
total, a minimum of 100 non-consecutive strides were analyzed
with a treadmill velocity of 0.9 m/s. From this investigation, it
can be concluded that traumatic knee injury resulted in reduced
joint angular velocity.
There are several advantages of using a treadmill, including
ambulation within a small area, accurate control of speed and
gradient and the ability to capture repeated gait cycles (34).
During treadmill walking, animals can walk with a more stable
gait because of the constant treadmill walking speed, improving
intra-session and inter-session reliability of measurements (35).
Even with domestication, sheep retain their gregarious instinct,
the desire to stay together for protection (36). In order to reduce
the negative impact of being separated from the rest of the
flock, the same handler trained all sheep daily to walk on the
treadmill 2 weeks before the kinematics testing rewarding them
with food. This resulted in a substantial reduction in the amount
of time necessary for an accurate data acquisition and in fewer
animals being used. To improve the data collection sheep, require
initial familiarization to walk on a moving belt to attenuate some
treadmill-related differences. Different acclimatization protocols
to treadmill walking have been described in the literature, but
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FIGURE 5 | The P-values distribution obtained from 500 pairwise t-tests using bootstrapped samples of the original 2D and 3D data. The top four histograms are
from metatarsophalangeal and ankle angle with significantly different amplitudes during sheep gait when measured by 2D or 3D methods as found initially by Student’s
pairwise t-test. In these histograms, the distribution is greatly shifted leftwards, since a large proportion of bootstrapped t-tests had very small P-values. Displayed on
the top-right of each histogram is the percentage of bootstrapped t-tests with P-value ≥ 0.05. For the two metatarsophalangeal angles (top two histograms), the
percentage does not reach 5%, signifying that more than 95% of the t-tests had a P-value below the 0.05 significance level, thus in accordance with the strict
definition of statistical significance. For the ankle angles, the number of t-tests with P-values above the significance level surpassed 5%, although most of the P-values
were less than 0.05 (please note the different y-scale for each histogram). The histogram in the bottom graph displays the P-values distribution for one of the hip
kinematic variables. Here, the P-values are distributed uniformly across the probability interval 0 to 1, compatible with the distribution under the null hypothesis.
SWINGmaxMTP, maximum amplitude of the metatarsophalangeal joint during the swing phase; SWINGminMTP, minimum amplitude of the metatarsophalangeal joint
during the swing phase; SWINGminANKLE, minimum amplitude of the ankle joint during the swing phase; ICANKLE, amplitude of the ankle angle at the instant of
initial contact; SWINGminHIP, minimum amplitude of the hip joint during the swing phase.
TABLE 2 | Intra-class correlation values for inter-step joint angle data.
Hip (degrees) Knee (degrees) Ankle (degrees) MTP (degrees)
2D 3D 2D 3D 2D 3D 2D 3D
IC 0.978 0.999 0.987 0.975 0.986 0.950 0.969 0.989
STANCEmin 0.979 0.999 0.989 0.998 0.985 0.994 0.996 0.996
STANCEmax 0.994 0.999 0.987 0,979 0.992 0.992 0.893 0.978
TO 0.994 0.999 0.994 0.999 0.986 0.991 0.972 0.984
SWINGmin 0.988 0.999 0.989 0.998 0.994 0.986 0.779 0.991
SWINGmax 0.994 0.999 0.977 0.977 0.985 0.991 0.927 0.748
IC, initial contact; STANCEmin, minimal angle during stance; STANCEmax, maximal angle during stance; TO, toe-off; SWINGmin, minimal angle during swing; SWINGmax, maximal
angle during swing.
most of the studies suggest over 6–10 training sessions for the
measurement of biomechanical variables (29, 30). In the present
study the speed of the treadmill was set to 1.2 m/s, this velocity is
now widely accepted as walking locomotion for sheep (37).
We found a high degree of stability in sheep’s hindlimbmotion
during treadmill motion, as a result of an excellent inter-step
reliability observed for all angle measurements. Such very high
reliability scores are in accordance with the highly controlled
conditions during data acquisition, in particular the sheep’s
steady gait velocity imposed by treadmill walking.
The ICC values described in this study, allows to accurately
measure hindlimb angular joints, recorded with a 2D or 3D
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set-up, and predict the recovery of function in experimental
neurological research.
In summary, this research highlights the inadequacy of a 2D
kinematic testing in clinically normal sheep during treadmill
walking, mostly during swing phase. Moreover, it is expected
that in several neurological disorders the pathological gait of
sheep may contain substantial 3D movement components from
both phases of the gait cycle. The present study established
fundamental 3D kinematic characteristics of the sagittal motion
that take place at each joint of the hindlimb in the ovine model
during treadmill walking. The kinematic results presented here
should provide direction for future gait analysis studies that
evaluate the hindlimb joint behavior in the sheep model. In the
future, this experimental model may serve as an effective tool
to evaluate and compare pathological gait patterns and improve
our knowledge on kinematic features associated with different
neurological conditions.
DATA AVAILABILITY STATEMENT
The original contributions generated for the study are included
in the article/Supplementary Material, further inquiries can be
directed to the corresponding author/s.
ETHICS STATEMENT
This investigation was approved by the Institutional Animal
Care and Use Committee of the University of Trás-os-Montes
e Alto Douro (IACUC Approval No. 6/2015). All procedures
were performed with the approval of the Portuguese Veterinary
Authorities, in accordance with the EU Directive 2010/63/EU for
animal experiments.
AUTHOR CONTRIBUTIONS
CD, AM, and AV conceived and designed the study. CD, JC,
BF, LM, JP, VF, and PC helped collected the data. VF, PC, and
PA-d-S contributed to define the kinematic protocol and data
analysis. PA-d-S performed the statistical analysis. SR, AM, and
AV contributed to analysis and interpretation of data and to
manuscript supervision. All authors contributed to manuscript
revision, read and approved the submitted version.
FUNDING
This research was supported by COMPETE 2020, from ANI—
Projetos ID&T Empresas em Copromoção, by the project
insitu.Biomas—Reinvent biomanufacturing systems by using
an usability approach for in situ clinic temporary implants
fabrication with the reference POCI-01-0247-FEDER-017771, by
the project Print-on-Organs—Engineering bioinks and processes
for direct printing on organs with the reference POCI-01-0247-
FEDER-033877, and by the project Bone2Move—Development
of in vivo experimental techniques and modeling methodologies
for the evaluation of 4D scaffolds for bone defect in sheep model:
an integrative research approach with the reference POCI-01-
0145-FEDER-031146. The authors of the research unit CECAV
received funding from the Fundação para a Ciência e Tecnologia
(FCT), reference of the project UIDB/CVT/0772/2020.
ACKNOWLEDGMENTS
The authors would like to gratefully acknowledge Dr. Marília de
Albuquerque Bonelli for English language revision.
SUPPLEMENTARY MATERIAL
The Supplementary Material for this article can be found
online at: https://www.frontiersin.org/articles/10.3389/fvets.
2021.545708/full#supplementary-material
Video S1 | During training procedure sheep were allowed to become familiarized
with the treadmill and given food rewards as positive reinforcement.
Video S2 | Sheep on treadmill with reflective motion capture markers in place.
REFERENCES
1. Shik ML, Orlovsky GN. Neurophysiology of locomotor automatism. Physiol
Rev. (1976) 56:465–501. doi: 10.1152/physrev.1976.56.3.465
2. Costa LM, Simões MJ, Maurício AC, Varejão AS. Chapter 7: Methods and
protocols in peripheral nerve regeneration experimental research: part IV-
kinematic gait analysis to quantify peripheral nerve regeneration in the rat.
Int Rev Neurobiol. (2009) 87:127–39. doi: 10.1016/S0074-7742(09)87007-4
3. Wu C, Yang L, Tucker D, Dong Y, Zhu L, Duan R, et al. Beneficial effects of
exercise pretreatment sporadic Alzheimer’s rat model Med Sci Sports Exerc.
(2018) 50:945–56. doi: 10.1249/MSS.0000000000001519
4. Diogo CC, da Costa LM, Pereira JE, Filipe V, Couto PA, Geuna S, et
al. Kinematic and kinetic gait analysis to evaluate functional recovery
in thoracic spinal cord injured rats. Neurosci Biobehav Rev. (2019)
98:18–28. doi: 10.1016/j.neubiorev.2018.12.027
5. Luo L, Li C, Deng Y, Wang Y, Meng P, Wang Q. High-intensity
interval training on neuroplasticity, balance between brain-derived
neurotrophic factor and precursor brain-derived neurotrophic factor
in poststroke depression rats. J Stroke Cerebrovasc Dis. (2019)
28:672–82. doi: 10.1016/j.jstrokecerebrovasdis.2018.11.009
6. Yu SJ, Wang YC, Chang CY, Hsieh W, Chen S, Yang CS, et al. NanoCsA
improves the survival of human iPSC transplant in hemiparkinsonian rats.
Brain Res. (2019) 1719:124–32. doi: 10.1016/j.brainres.2019.05.040
7. Wilson S, Abode-Iyamah KO, Miller JW, Reddy CG, Safayi S, Fredericks
DC, et al. An ovine model of spinal cord injury. J Spinal Cord Med. (2017)
40:346–60. doi: 10.1080/10790268.2016.1222475
8. Kim A. The search for better animal models of Alzheimer’s disease. Nature.
(2018) 559:S13-S15. doi: 10.1038/d41586-018-05722-9
9. Fullarton AC, Myles LM, Lenihan DV, Hems TE, Glasby MA. Obstetric
brachial plexus palsy: a comparison of the degree of recovery after repair of
a C6 ventral root avulsion in newborn and adult sheep. Br J Plast Surg. (2001)
54:697–04. doi: 10.1054/bjps.2001.3700
10. Ozturk C, Uygur S, Lukaszuk M. Sheep as a large animal model for nerve
regeneration studies. In: Siemionow MZ, editor. Plastic and Reconstructive
Surgery. Chicago, IL: Springer. (2016). p. 506–11.
11. Beveridge JE, Shrive NG, Frank CB. Meniscectomy causes significant in vivo
kinematic changes andmechanically induced focal chondral lesions in a sheep
model. J Orthop Res. (2011) 299:1397–405. doi: 10.1002/jor.21395
12. Frank CB, Beveridge JE, Huebner KD, Heard BJ, Tapper JE, O’Brien EJ, et
al. Complete ACL/MCL deficiency induces variable degrees of instability in
Frontiers in Veterinary Science | www.frontiersin.org 8 August 2021 | Volume 8 | Article 545708
Diogo et al. Kinematic Parameters in Sheep Walking on a Treadmill
sheep with specific kinematic abnormalities correlating with degrees of early
osteoarthritis. J Orthop Res. (2012) 30:384–92. doi: 10.1002/jor.21549
13. Costa D, Diogo CC, da Costa LM, Pereira JE, Filipe V, Couto PA, et al.
Kinematic patterns for hindlimb obstacle avoidance during sheep locomotion.
Neurol Res. (2018) 40:963–71. doi: 10.1080/01616412.2018.1505068
14. Reddy CG, Miller JW, Abode-Iyamah KO, Safayi S, Wilson S, Dalm BD, et
al. Ovine model of neuropathic pain for assessing mechanisms of spinal cord
stimulation therapy via dorsal horn recordings, von Frey filaments, and gait
analysis. J Pain Res. (2018) 11:1147–62. doi: 10.2147/JPR.S139843
15. Pereira JE, Cabrita AM, Filipe VM, Bulas-Cruz J, Couto PA, Melo-
Pinto P, et al. A comparison analysis of hindlimb kinematics during
overground and treadmill locomotion in rats. Behav Brain Res. (2006)
172:212–8. doi: 10.1016/j.bbr.2006.04.027
16. Torres BT, Moëns NM, Al-Nadaf S, Reynolds LR, Fu YC, Budsberg SC.
Comparison of overground and treadmill-based gaits of dogs. Am J Vet Res.
(2013) 74: 535–41. doi: 10.2460/ajvr.74.4.535
17. Kim J, Rietdyk S, Breur GJ. Comparison of two-dimensional and
three-dimensional systems for kinematic analysis of the sagittal
motion of canine hind limbs during walking. Am J Vet Res. (2008)
69:1116–22. doi: 10.2460/ajvr.69.9.1116
18. Shimada H, Kanai R, Kondo T, Yoshino-Saito K, Uchida A, Nakamura
M, et al. Three-dimensional kinematic and kinetic analysis of quadrupedal
walking in the common marmoset (Callithrix jacchus). Neurosci Res. (2017)
125:11–20. doi: 10.1016/j.neures.2017.06.005
19. Kirtley C. Measurement of gait kinematics. In: Kirtley C, editor. Clinical Gait
Analysis: Theory and Practice. St Louis, MO: Churchill Livingstone Elsevier.
(2006). p. 39–51.
20. Abdel-Aziz YI, Karara HM. Direct linear transformation from comparator
coordinates into object space coordinates in close-range photogrammetry. In:
Proceedings of the Symposium on Close-Range Photogrammetry. Falls Church,
VA: American Society of Photogrammetry (1971). p. 1–18.
21. Couto PA, Filipe VM, Magalhães LG, Pereira JE, Costa LM, Melo-
Pinto P, et al. A comparison of two dimensional and three-dimensional
techniques for the determination of hindlimb kinematics during treadmill
locomotion in rats following spinal cord injury. J Neurosci Methods. (2008)
173:193–200. doi: 10.1016/j.jneumeth.2008.06.006
22. Alkjaer T, Simonsen EB, Dyhre-Poulsen P. Comparison of inverse dynamics
calculated by two- and three-dimensional models during walking. Gait
Posture. (2001) 13:73–7. doi: 10.1016/s0966-6362(00)00099-0
23. Schurr SA, Marshall AN, Resch JE, Saliba SA. Two-dimensional video analysis
is comparable to 3Dmotion capture in lower extremitymovement assessment.
Int J Sports Phys Ther. (2017) 12:163–72. doi: 10.3390/app9193975
24. McGinley JL, Baker R, Wolfe R, Morris ME. The reliability of three-
dimensional kinematic gait measurements: a systematic review. Gait Posture.
(2009) 29:360–9. doi: 10.1016/j.gaitpost.2008.09.003
25. Andriacchi TP, Alexander EJ, Toney MK, Dyrby C, Sum J. A point cluster
method for in vivo motion analysis: applied to a study of knee kinematics.
J Biomech Eng. (1998) 120:743–9. doi: 10.1115/1.2834888
26. Torres BT, Gilbert PJ, Reynolds LR, Fu YC, Navik JA, Sornborger
A, et al. The effect of examiner variability on multiple canine stifle
kinematic gait collections in a 3-dimensional model. Vet Surg. (2015)
44:581–7. doi: 10.1111/j.1532-950X2014.12311x
27. Taylor WR, Ehrig RM, Duda GN, Schell H, Seebeck P, Heller
MO. On the influence of soft tissue coverage in the determination
of bone kinematics using skin markers. J Orthop Res. (2005)
23:726–34. doi: 10.1016/j.orthres.2005.02.006
28. Ekeberg O, Pearson K. Computer simulation of stepping in the hind
legs of the cat: an examination of mechanisms regulating the stance-to-
swing transition. J Neurophysiol. (2005) 94:4256–68. doi: 10.1152/jn.00065.
2005
29. Fischer MS, Lehmann SV, Andrada E. Three-dimensional kinematics
of canine hind limbs: in vivo, biplanar, high-frequency fluoroscopic
analysis of four breeds during walking and trotting. Sci Rep. (2018)
8:16982. doi: 10.1038/s41598-018-34310-0
30. Tapper JE, Ronsky JL, Powers MJ, Sutherland C, Majima T, Frank CB. In
vivo measurement of the dynamic 3-D kinematics of the ovine stifle joint.
J Biomech Eng. (2004) 126:301–5. doi: 10.1115/1.1695576
31. Valentin S, Essigbeck A, Wolfram I, Licka T. Kinematic parameters of sheep
walking on a treadmill. Vet J. (2014) 202:657–8. doi: 10.1016/j.tvjl.2014.0
9.028
32. Safayi S, Jeffery ND, Shivapour SK, Zamanighomi M, Zylstra TJ, Bratsch-
Prince J, et al. Kinematic analysis of the gait of adult sheep during
treadmill locomotion: parameter values, allowable total error, and
potential for use in evaluating spinal cord injury. J Neurol Sci. (2015)
358:107–12. doi: 10.1016/j.jns.2015.08.031
33. Shekarforoush M, Barton KI, Beveridge JE, Scott M, Martin
CR, Muench G, et al. Alterations in joint angular velocity
following traumatic knee injury in ovine models. Ann
Biomed Eng. (2019) 47:790–801. doi: 10.1007/s10439-019-02
203-6
34. Safayi S, Miller JW, Wilson S, Shivapour SK, Oelfke TF, Ford AL,
et al. Treadmill measures of ambulation rates in ovine models of
spinal cord injury and neuropathic pain. J Med Eng Technol. (2016)
40:72–9. doi: 10.3109/03091902.2015.1132786
35. Kang HG, Dingwell JB. Intra-session reliability of local dynamic stability of
walking. Intra-session reliability of local dynamic stability of walking. Gait
Posture. (2006) 24:386–90. doi: 10.1016/j.gaitpost.2005.11.004
36. Hargreaves AL, Hutson GD. Handling systems for sheep. Livest Product Sci.
(1997) 49:121–38. doi: 10.1016/S0301-6226(97)00009-2
37. Kim J, Breur GJ. Temporospatial and kinetic characteristics of sheep
walking on a pressure sensing walkway. Can J Vet Res. (2008) 72:50–5.
doi: 10.3389/fvets.2021.633509
Conflict of Interest: The authors declare that the research was conducted in the
absence of any commercial or financial relationships that could be construed as a
potential conflict of interest.
Publisher’s Note: All claims expressed in this article are solely those of the authors
and do not necessarily represent those of their affiliated organizations, or those of
the publisher, the editors and the reviewers. Any product that may be evaluated in
this article, or claim that may be made by its manufacturer, is not guaranteed or
endorsed by the publisher.
Copyright © 2021 Diogo, Camassa, Fonseca, Maltez da Costa, Pereira, Filipe, Couto,
Raimondo, Armada-da-Silva, Maurício and Varejão. This is an open-access article
distributed under the terms of the Creative Commons Attribution License (CC BY).
The use, distribution or reproduction in other forums is permitted, provided the
original author(s) and the copyright owner(s) are credited and that the original
publication in this journal is cited, in accordance with accepted academic practice.
No use, distribution or reproduction is permitted which does not comply with these
terms.
Frontiers in Veterinary Science | www.frontiersin.org 9 August 2021 | Volume 8 | Article 545708
